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310 



DETERMINE NUMBER OF 
RECORDS HAVING EACH 
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DETERMINE NUMBER 
OF RESTRICTION SITES 
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DETERMINE STATISTICS FOR 

AMBIGUOUS POSITIONS 
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Sfi 

• HOW TO MAKE Sfi I "ONE WAY" 
-METHYLASES 

-Bgl, NOT Sfi I SITS, IN ACCEPTOR VECTORS 

G G C C N N N N A N G G C C 
C C G G N A N N N N C C G G 

G C C N N N N A N G G C 
C G G N A N N N N C C G 

-LETHAL GENES IN STUFFER FRAGMENTS 

FIG. 7 
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FIG. 8 
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FIG. 9A 
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Sap I 

• HOW TO MAKE Sap I "ONE WAY" 
-METHYLASES 

-ORIENTATION OF SITES IN VECTOR BACKBONE 
IN DONOR VECTOR AND IN ACCEPTOR VECTOR 

-LETHAL GENES IN STUFFER FRAGMENTS 

-Ear I, NOT Sap I SITES, 
IN ACCEPTOR VECTORS 

G C T C T T C N A N N N 
CGAGAAGNNNN A 

C T C T T C N A N N N 
GAGAAGNNNN A 

. KEY ADVANTAGE OF Sap I 
-ONLY THREE BASES PER EXCHANGE SITE 
LEFT IN ACCEPTOR VECTOR 



FIG. 13 
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TWO ENZYME APPROACH 
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FIG. 14A 
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N-TERMINAL Sgf I SITE CAN ALLOW 
N-TERMINAL FUSION OR NO FUSION 

NAAGGAGCGATCGCCATGg 
— RBS- Kozak-- 

VAAGGAGCGATCGCCATG 
KEQGlyAlAIleAlaMet 

FIG. 16 



C-TERMINAL Pme I SITE ALLOWS TERMINATION 
(+1AA) OR C-TERMINAL FUSIONS 
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XaaValTer 
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FIG. 17 
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N-TERMINAL Pac I — Sgf I FUSION SITE 
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C-TERMINAL Pme I — Swa I FUSION SITE 
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FIG. 19A 
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